Other conditions are given in the text.
THE JOURNAL OF ANTIBIOTICS chromatography using a silica gel plate (Silica gel G Art 7515, E. Merck) and n-butanol-acetic acid-water (4:1:1). One of them (Rf 0.36) was identified to be valine by the Rf value and co-chromatography with an authentic Lvaline. Another degradation product of Rf 0.67 showed a bluish purple spot and slow colorization in ninhydrin reaction. The Rf 0.67 product was isolated by the following procedure: A mixture containing 3.4 g of pepstatin A dissolved in 2 liters of dirt. water adjusted to pH 7.2, 500 ml of the cell-free extract (protein: 74 mg/ml), pH 7.2 and a few drops of toluene to prevent bacterial contamination, was incubated at 37°C. After 16 hours the reaction mixture was adjusted to pH 2 with HCl and filtered. The precipitate was washed twice with 500 ml of 0.01 N HC1. The filtrate and the washings were combined and applied onto a Dowex 50x4 column (250 ml). The column was washed with 10-fold column volume of distilled water and then with 0.5N NH,OH, successively. Anti-pepsin activity was assayed according to the method described by AOYAGI et al. 6 ) and ninhydrin reaction was checked on eluted fractions. The fractions which showed a weak anti-pepsin activity were combined and concentrated in vacuo to 300 ml, and extracted with two equal volumes of nbutanol.
The butanol layer was evaporated to dryness and the residue was dissolved in methanol.
In order to remove amino acids, the methanol solution was applied onto a Sephadex LH-20 column (5 x 90 cm).
The fractions with weak ninhydrin-positive and anti-pepsin activity were combined and evaporated. The residue was dissolved in 5 ml of chloroform-methanol mixture (1: 1) and crystallized: crude crystals, 1.1g. Recrystallization gave 916 mg of colorless crystals.
The This compound was soluble in methanol, ethanol, pyridine and acetic acid, slightly soluble in n-propanol, nbutanol, n-amylalcohol and acetone, but insoluble in ether, ethyl acetate and butyl acetate.
The following Rf values were found in thin-layer chromatography using a silica gel plate: 0.67 with n-butanol-acetic acid-water (4:1:1), 0.15 with n-butanol -butyl acetateacetic acid-water (4:1:1:1) and 0.23 with aqueous n-butanol. Migration towards the cathode was observed in high -voltage paper A mixture (1 ml) of 3.64 rmoles of pepstatin A, 50 ,,,moles of phosphate buffer. pH 7.0, 0.25 ml of toluenized cells or a cell-free extract and a drop of toluene was incubated at 371C for 16 hours.
The toluenized cells added to the mixture were prepared as follows: Cells were harvested at 55 hours of the culture and washed with cold 0.01 vt phosphate buffer, pH 7.0 twice.
The washed cells were suspended in the same buffer to give OD,;10 1450, and mixed with toluene (0.5 °,,). After gentle stirring for 15 minutes at room temperature.
The cell suspension was used as toluenized cells. The cell-free extract was prepared by passing the cell suspension through a French press and centrifuging the resulted homogenate at 10,000xg for 20 minutes.
The final concentration of the cell-free extract in the reaction mixture was 1 mg/ml as protein.
For iso-valeric acid analysis, the reaction mixture was acidified with H2SO4 and extracted with ether.
Gas chromatography was made using n-valeric acid as an internal standard. 
